WO 2016/184902 PCT/EP2016/061121

1/22

STEP 1 e.g., 94°C STEP 2 ANNEAL/EXTEND
HIGH TEMP
i |
_ Var:ant%A base | d
D ‘ >
= O
S 7
L o
0 i
STEP 3 BACK TO STEP 1 END OF AIPR
l FOR X CYCLES el
goed |
LLd )
il i S
S ©lix L 5
o) <t
= o)
-_)l - m
L @
1 o
< -
Lic
l <L
|

START SYMMETRIC STAGE (NEXT PAGE)

LEGEND:
Variant A base  Primer-H Target Sequence  Target Sequence
a f——

= 5 (Plus-Strand) (Minus-Strand)

5 3

Fig. 1A

SUBSTITUTE SHEET (RULE 26)



WO 2016/184902 PCT/EP2016/061121

2/22

SYMMETRIC STAGE — REPEAT FOR X CYCLES (e.g., 27)

STEP 2 ANNEAL
Low TEMP

51 i:,._:m'”k j:;:{fl:“;‘:}gﬁ'

DENATURE

5’

AFTER 1 CYCLE

5"

64X
+ EATEND

b
-4
3

ANMNEAL
LOW TEMP

STEP S

» DENATURE

£5X 5;

T ‘; 5!
+ EXTEND

65X 5’

AFTER 2 CYCLES

3
a.
5

Rt LEGEND:
Wariant A Variant B Target Sequence

4.4 billion probe probe | (Plus-Strand)

Variant A probe

Variant A variant B Target Sequence

zero probe probe (Minus-Strand)
B =3 Cleaved)  (Cleaved) 5’ ===z=zzz=zn3’

?x I Y Primer-H

Variant B probe

{ ‘mgi 5!
Wariant A V‘anam B Primer-L

base base U
4] &

AFTER e.g. 27 CYCLES

Fig. 1A continued

SUBSTITUTE SHEET (RULE 26)



WO 2016/184902 PCT/EP2016/061121

3/22

STEP 1 e.g., 94°C STEP 2 ANNEAL/EXTEND
| HIGH TEMP
L Variant B base L
) / S
= e— e >
< e b
& =
L
STEP 3 BACKTOSTEP 1 END OF AIPR
FOR X CYCLES
3|
—d
$
o 3
")I o e |
z :
- o
< ! =
L.
<
“

START SYMMETRIC STAGE {NEXT PAGE)

LEGEND:
Variant A VariantB  primer-H Target Sequence
base base T ¢ (Plus-Strand)
] i
Target Sequence

(Mi

nus-Strand)

Fig. 1B

SUBSTITUTE SHEET (RULE 26)



WO 2016/184902 PCT/EP2016/061121

4/22

SYMMETRIC STAGE — REPEAT FOR X CYCLES (e.g., 27)

STEP 2 ANNEAL ji

LOWTEMP

LE

)
Nicse

1X

DENATURE

g’

63X T oE==eEsy

X e 5

AFTER 1 CY(

+ EXTEND

-

ANNEAL ‘
-~ LOWTEMP STEP 6
5! == =3

STEP 5
1X

DENATURE

64X =

R 2 CYCLES

AF

p

+ EXTEND 31X

Ny LEGEND:
Variant A Variant B TargetSequence

3.3 billion probe probe (Plus-Strand)

¥

Variant A probe

Variant A vyariant B Target Sequence

. 4.4 billion probe probe (Minus-Strand)
Variant B probe - e 3 Cleaved)  (Cleaved) 5 ==z=mzzz=zn3’
Primer-H
Variant A Variant B Primer-L
base base 5f s

3 | |

%

AFTER e.g. 27 CYCLES

Fig. 1B continued

SUBSTITUTE SHEET (RULE 26)



WO 2016/184902 PCT/EP2016/061121

5/22

PIK3CA c.3140A>G (H1047R)

H)GAAAGACCCTAGCCTTAG&TAAAACTGA@C&AGA
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(+) strand CCTAGCCTTAGATAAAACTGAGCAAGAGGCTTT
(-} strand GGATCGGAATCTATTTTGACTCGTTCTCCGAAA

Primer-H (betal)

Primer-H (beta2)

GGAGTATTTCATGAAACAAATGAATGATGCACATCATGGT GG
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3 5’

CTGGACAACAAAAATGGATTGGATC (+)strand
GACCTGTTGTTTTTACCTAACCTAG () strand
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"mismatch modified
primer-1"”

mismatched matched
nucleotides nucleotides

—yF

(+) strand ATGACTGAATATAAACTTGTGGTAGTTGGAG
(-) strand TACTGACTTATATTTGAACACCATCAACCTC

5° CTGGTGGCGTAGG 3’ WT Probe (HEX)

5 CTGGTGACGTAGGCAA 3 MUT Probe (FAM)

CTGGTGGCGTAGGCAAGAGTGCCTTGACGATACAGCTAA
GACCACCGCATCCGTTCTCACGGAACTGCTATGTCGATT

3 Primer-H

TTCAGAATCATTTTGTGGACGAATATGATCCAACAAT
AAGTCTTAGTAAAACACCTGCTTATACTAGGTTGTTA|

AAGTCTTAGTAAAACACCTGCTTATACTAGGTTGTTA

Primer-H 5
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